BEST AVAILABLE COPY PCT7JP2004/015674 



w m m 

J: 0 iff - g^tf>#^ ( 

#J#3J) rpf gftSlgeAj pp. 469-472, 1999) „ ^^TSitSl 

©MSir^^TVNS gS*0>3** rpgMjfc^^ 

j pp. 469-472, 1999) „ j5¥©^*ii(D«§T'tt« 5cl^4i 

25¥^«^^iB5Et:^ii^^^S w £ Sr^« L, MM^m^s 1940 

LTV^ "f®, ism, 9#, pp.916-925, 1999) 

o . 

i 



WO 2005/037315 PCT/JP2004/0 15674 

8S^StSrMsfe-rsH5©|*"#fc*o-CV>fc WW. ism 9# pp 

.916-925, 1999) 0 * - "V , 1995^ K ft o T International Mesoth 
elioma Interest Group ( IlilG) K X V , M&mB ■£ A JS Mir 5 ffl 

»TNii#ai#»3g&ftTv<»s ^® is# 9# pp.916-925, 1 

999) o 

J!) Tl^^fl^Sj pp. 406-408, 1999) „ fttt Kl !ft A £ fl it T * 
* (5IJ#3^) rpgzRSgS&J pp. 469-472, 1999) 0 *<Dlt1to. M 
[S^cDfe^^- (jgiJflfl-3^) Tl^P^^^mj pp. 406-408 

, 1999) o 

f *ff flfSft, 18#, 9#, pp.916-925, 199 

hotrexate (MTX) leucovinff M « * ft? «fc © £ $J * # s 37% i 

CIK, fSt^^ofe (*^, (£iJ#3J!) rup 

S^^^mj pp. 570-573, 2003) 0 * , TJ^^A/ttflS^'t'^ffi^^i" 

^feU^I"^ - £ tuife^ © JHBrl?3B* «35~43% t (Bft*, 
g^O^^, (SUflB-3j ) pp. 469-472, 1999) . 

2 



WO 2005/037315 



PCT/JP2004/015674 



in vitro-eiL-6£3§3l ttV> 5 £ t YZ%n h ft X *5 V) „ 

^,ftl!i*ffl'lfettAB22Sr^«[ U7lt ^>"ett, ^$BJfeff 
m^El^^^x *1«JfiL!J W*SfcMii&©&'ffc ^^c37:o T jfiLtfT' (Z)IL-6 
W>btl& Z k &&&& tlX^ & (Bielefeldt-Ohmann, Cance 
r Immunol Immunother 40: 241-250, 1995) „ £ fc , US f£ Ji! 4 1 & 
JBS=f£>]fiL?f 4 1 IL-6U«<^r±, JiJTkffi&tti (pleural effusion) & 

# s S> -5 £ b tUT (Nakano, British Journal of C 

ancer 77(6): 907-912, 1998) „ ^ ^(Cll^SIlf ©llftSS 
«IL-6trJi5^m UT*5 <9 , t ttr Jfe* 4" <0 IL-6 U^/l^i* < ft 
5 r i^^g^tvtV^S (Higashihara, Cancer October 15, 1992 
, volume 70, No. 8, pp. 2105-2108) „ 
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mm Ufc^r # ^ fc&v^ t>^yU-*# v^^J&^fSifc ibtbfc (Biel 
ef eldt-Ohmann, Cancer Immunol Immunother 40: 241-250, 1995) 
. -rft;fc>*>> ^IL-6^#:0^ 5i#5gffi)SlJ«in vitro*5 J; 

U?in vivo® V^i* ft 33 V*"C fjilfV^^^o fc, 

ift*, E^tf>##- (S'J#3£) rnfRS^J&j pp. 469-472, 1999 
P?®, 18m, 9-i-, pp. 916-925, 1999 

E#<£>&*3>^ (j§UW3^) rnf!ftS§l£/&J pp. 406-408, 19 

3 



WO 2005/037315 PCT/JP2004/015674 

99 

q*m, m.¥oh®&-' C%\m3B ) rpfR&gi&j pp. 570-573, 20 

03 

Bielefeldt-Ohmann, Cancer Immunol Immunother 40: 241-250, 
1995 

Higashihara, Cancer October 15, 1992, volume 70, No. 8, pp. 
2105-2108 

mm) sritt5r^s«iit5o 

ftJX J2 5&®rt-5 * & ® *ffl IS <£> if m *mU1r 5 £ #HJ 

^ot, — t*>r (il-6) ry^^ = ^ h 

fit* fc. :/ * — w v-6 (IL-6) T V * =* = * h Srf 

o 

, ifi^jitsaT-feSo gits- wig AyttJ^Mf^® 

-g- * *i 3 „ 

H&IBIL-6T =f-* MS. ^J^LfiIL-6^^-f-SSL^X^IL-6^ 
f#fc*ft5S;ff 9 > U < W:IL-6g£#fc*f-r 5 * 7 ^ n - 

4 



WO 2005/037315 PCT/JP2004/015674 

tt, fc MftPM-lSi#T*fe5o 

(1) *&M^3<Jtf>@i5£4>fc#><£>-f V^-n^j- (IL-6) 

(2) fftiB*&m&mm t ¥&mx-3bz>. mm (n tesa«©&JB. 

(3) KriBinfli^AJK^, jgftjwjgfftjii^&s, mrffB (2) mib 

(4) HUIBIL-6T V* =f ~X h 3ftSiL-6SS#fc*f-t-Stn:#T?a>S 

, tola (1) ~ (3) (D\,^-rtifrfcmm,<Dmm 0 

» — ^-^triflct?* 3 , BfffE (4) teW&<Dtiimo 

(6) MIBIL-6^^#:^Mi-5^:#:35S t ML-6^^#lcMt5^ 
/ ? n-^A-tftfl^&S. t(r|B (4) fclEtttf>&/Bo 

(7) MlEIL-6^^#:fc:*f-r5#t#tfW # ^ IL-6g^# m *f i- 5 
p u --t-jutftfaT-foZ , ftfrlB (4) {CfB^^^fflo 

(8) HfrlBIL-6§:^#:^>^-r 3 *> 5 . 

(4) ~ (7) <o^-r tifrfcumo&mo 

(9) Iff IB b h IL-6§:^#^M-r3 * / ^ n --T-yU^i^^PlS-l^: 

itfis (6) fommv&m* 

(10) WIB-^ * ^ IL-6^^#:fc*f-r -5 * / 9 * — ~7~ A' |tl -ffc # s MR1 

5 



WO 2005/037315 



PCT/JP2004/015674 



pflB (7) »n|Blft©te-JB. 
#t#, t hSflj^flctfettk h&fcT'hZ, mm (4) ~ (10) <D 

T*fc5, MIB (11) tEtOffflo 

(13) ^^«^jiS(c^ti-5iim«iaiJ^i©ssiii^^&©-r v*-* 

4 V-6 (IL-6) TV*=? — *htf>^/B 0 

(14) WIB*&l«^«l«l + AJBt?*>5, fulB (13) (cfB^O^ 

/8 o 

(is) wtBiWAi^An^. M&mm*fcmx*3bz>, mm (14) k 

(16) tulSIL-6T =f-* h ^iL-6§:W#^Mi-S^:#:T*fe 5 
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(20) ^iL-6g&#K:^t-5&#tf s »lfe;fcStt#"c*>5, Mis 

(16) ~ (19) O V>-f IB 
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(24) ftrlHIL-6S^#:fc^i-§ t fift^^t h SHfcPM-Uft # 
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(1) <p &.m<DmmjfmK&^x , si?&i?r^iit5^t^ 
^ - * >r ^-6 (il-6) r h £&#-r s - £ 

(2) ftrie^&ffi^J^Jgl^&Jg-^fcS , _tf3 (1) fcfa^O^Sfco 

(3) ttiajftat+Ait^, m&mm*femxhz>, ±m (2) fcia 

(4) ffr!EIL-6T is? =t~X b frlL-6&mfcfcttT 

> ±ia (i) ~ (3) ©vN-fttj^fciflafco^sso 

(5) |tr|BIL-6^^^^^-r5^:#:^IL-6g:^#:^Mi-^^y * 
a , _LfB (4) &Cf2Sc£>;££&o 

(6) fllT IB IL-6£ 5 tftfttft ML-6^t#(^f5^ 
y * i»-^/Utlt#t?*>«. -hl5 (4) KIB^fe©*-*. 

(7) KHBIL-6S^F#l!:^-r Sttff *W * * IL-6g^#^Mi-§ 
^y ^ n-^7V$tflct?S>5, _h|B (4) fclBtt©*«fe. 

(8) HiTfEIL-6^0#:^*f-f-5^L#*m^^M^:^T*fc5, _h!5 
(4) ~ (7) <D\,^i?nfrKmm.<Z>Jf& 0 

(9) MlSt HL-6§tft(^t § * / * * — ^/^fl^PM-l^t 
#T?S>5* _hl3 (6) fc|B«0^i* 0 

(10) ^TlS-^ £ * IL-6§^ 5 * y * T3 — i-^^C^^MRl 
6-l^#:-T?$>§», -LIB (7) IB *fe <Z> 2f Sfe „ 

(11) il(rlBIL-6$^{*:fc*f-r5^:#^IL-6$^#fcM-f-5 * V 
£t#, t Mft^Sfettk hfci^T-fcS, ±|S (4) - (10) tf> 
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(12) mmiL-6%:mwit%i"rz> * ni^^^t hSHtPM-itn^ 

T*&5, _L!E (11) ^|B^(^^fe 0 

SttS^ttfc^ y^-p-f ^^-6 (IL-6) T V* =f=x h 

(14) ItjfB't'^JIl^j^^^^jgT'fcS, _hlB (13) \zUm<Ojy& 

o 

(15) tfrlB^^^^®^^ MttJ^M^^ffi^feS, _k!E (14) \Z 

(16) tfriaiL-6r h #UL-6^^#:^;ftl-5 & 5 

, _hIE (13) ~ (15) <D^-?hfrfcm%i.<Dj?&o 

(17) MIBIL-6S^#{-^^S^:#^IL-6^^#:^*i--t-^ * / 9 

v-~r^&i&x*hz> , _tia (16) mia^fto^ifeo 

(18) ffifBIL-6g<gs#:k:*f1-5#L#:as t ML-6ft^l^t§^ 
y ^ n — -5 , _hlB (16) t£ |B ^ tf> # 2fc „ 

(19) ttrlBIL-6^^^fc*f-r $ x IL-6& ® ft K tt ir Z 
=Z J 9 -^/U$t^-X?&5 . _h|B (16) fcfBife^^feo 

(20) MfBIL-6^^^^Mi-5^;#:^|am^M*i#:T?&5, _b!5 
(16) ~ (19) <D^-ftlfrfcmM<VJf&o 

(21) MIBt h IL-6§:^#:^*j--f § * 7 9 * - -7- A-£tC# riSPM-l£i 

#t-*>5, _biE (is) Kmm.<D^m 0 

(22) MiB^ £ * IL-6g:^#:fcM-r 5 ^ / 9 * — -T jv^^ &m\ 
6-m^X*h^> , -LIB (19) MfBUfetf)^,, 

(23) ftffEIL-6g^#fc:*t-r S^t#^iL-6^^#:^Mi-S *r 7 7 
t h§Hfcin;#;£fcte t: h£i#T-&5, JhlB (16) ~ (22) tf> 
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(24) Hfr!EIL-6g^*Mj:*f-r 5 t hSftR*#l: MftPM-l^L# 
T»*>5, _hfB (23) fc"|B*^©*ft, 

lilt mMM 1 o^m^^ tf>Jgt£ c J , ftffi*BII&tfca>lL-6 

(IL-6R) <D£.m%£ (4IL!5:v>ri) l:/7t/77T«l)5 
o fc*5 % GAPDHfi „ ftfcfta V h * — fish tttffl UfcGAPDH ( ^ JJ 

52{C £ 5 jfiLW^^il^H^ (VEGF) IL-6 t IL-6R t K X 

0 4tt, HJte^ 4 Bte* &tt#Bifi*feH28fc:'OV^ 

> 3g%09 3 R«*HRS:ff o fc^mx-fe 9 , £ tf>$8J&;J*telL-6/ 
IL-6R{£ <£<5!^#£:i&il£ l^^t'if ^^IIH'f (VEGF) 

05tt, 5 V s <fc £ VEGF jg£ $f all tfc 1? & 

5 112025^ /fe#cfc:*sV>T«:, IL-6 {31 i i o t STAT3CO D 

tetfSffiit $ (DfrM IL-6J31 £ 5 VEGFjg£ S> 5 H28 

#HJ&*fcfc*^-C J4 % IL-6^ «fc S jpUSfcfc: J: o TSTAT30 y ^8Hfctf*<e 

8 6tt, HJfefcl 6 <E>|£*&* IL-6fJI £ 5VEGFm£Sf#$cT*& 
5H2025*BJ§&#cT*teIL-6i: IL-6R£ ©JWJRK: £ 9 S0CS3<7)^m^^* 

« % ^^#6<J^S0CS3^^^ $ ttS :^*t^77fl)5„ 

0 7tt, HiS^II 7X^^1x7^7°^^^ KpGL3-VEGF&tf pGL3-VEGF 
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msi±, ^mm 7 k&mztf vegf:/ u ^ — ^ — ^jvi/y^ ? 

— ^ U7$~- ? — at^^F^^^ Lfc^^*5VNT, VEGF:/* — ^ 

tf> p-ST AT3*§ g& & £ ^ M b 7c # I L-6 J; 5 VEGF f n - * - (75 

IL-6fc J; Z>mW\c £ 5VEGF^ * ^e — ^ — (7)i|# (VEGF<£jg£ 

SlOte, IH$£#I 8 O^^^r^ H2052|fflflS$;<Z>iim^ IL-6RO 

HIM9©il^/Tl, IL-62&. 1/ IL-6R(£ J; H2052$B JHiJ 
t^Oit>it^{Sii^> MRAfc J; <9#]fiHj£*i>5ri: ?:*t^77fl)5 

o 

1312^, HM^lilOO^m^^ H226#fflJ®$c<Z>ig?S IL-6R<D 

1" ^ 7 7 T* 5 o 

igi3», ^ife^J 8 O^^^r^ H226#fflJ&tf>if IL-6R<£># 

014te, mnmil<Dl£&&7F IL-6&t>*>5mt£IL-6^#:&;:£ 
3 igte * & ffiSNH $cH2052&B tfH226© (Sil^ffi £^ k M 

H15H:, gUfe0U2©*£*«r;5*L, «P & MB SS^MSTO, H226, 

H2052^t>*H2452fc*5tt 5 IL-6(7)$lJ^:fci SVEGFC75^|IM#^. t h 

EU6te, nMmiZ<Dlfe$k%:7F H2052^S.U?H2452^fflj3a^fc*3V> 
T x IL-6&T>* RT#'l4IL-6S£ E #0>JW»i:fc <£ 9 £ ti Z> STAT3<7> y 
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5o 

tia 5H2052M*fc&t>*H226^J3&^©it?6i£iitf s , ^VEGF^#(C 
IL-6f* B #HJMlJ®:H^ 2 (BSF2) feS^ttY x n y |3 2 

i: ttfc-^-r y-efes, il-6«, b y v^m^Mf&o 

mt\^m Z> ft fcm^f- t UT3§jt,£*t (Hirano, T. et al. ,Na 
ture (1986) 324, 73-76 ) „ ^©t, U * & #H <D m f£ # & 

h yt'&5 r i #58 ib^Kl&ofc (Akira, S 
. et al. , Adv. in Immunology (1993) 54, 1-78) „ IL-6fi s T ]} 

i/^j$.%kmfo<Dj$,mik&mmi-z> ^ t &m&t5 tix^z aotz, m. 

et al. , J. Exp. Med. (1988) 167, 1253-1258) 0 
IL-6&, lfiJS±t?ri©iei^f Ltt04if^ffitt*fei 

f OIL-6^f -5 (Taga, T. et al. , J. Exp. Med. (1987) 1 

66, 967-981, Yamasaki, K. et al. , Science (1987) 241, 825-82 

8) 0 iL-6^^#:}i, mmm&nmvxmi&m±frftw.-tz>mi&&M 

130kD <D^Se»gpl30 T'fe5„ IL-6£ IL-6g:^#:«:IL-6/IL-6g: 
mWm^W-^mm. #^T-gpl30 ii^tsrifcj;^ IL-6£> 
£^^ftSt£^J&rtfc^3#£*l>5 (Taga, T. et al. , Cell (198 

9) 58, 573-581) 0 
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lT'fe5 0 IL-6Kl*H-3«;tf: (#C IL-6#l#) , IL-6S 

(#l"IL-6^#:#l#:) , gpl30" tft# (fit 

g P 130 , IL-6&£#:, IL-6Xt*IL-6^^#^^^^^ 

£p h ft"CV> S o 

ftIL-6Sf *SLf fciLTtt, Vn< 0 3&>£>#^tfS&5 (Novick, 
D. et al. , Hybridoma (1991) 10, 137-146 % Huang, Y. W. et al 
Hybridoma (1993) 12, 621-630 , ffl PB#"^W0 95- 

09873 , 7 7 isxWW mm^m^r-^FR 2694767, *B#fF#-*§-US 5 
21628 ) o — oT?.fe 5 -v ^$l#:PM-1 (Hirata, Y. et al. , J 

. Immunol. (1989) 143, 2900-2906) *B }i t£ ^ (CDR; com 
plementarity determining region 

<fc 9 <b ft fc fc hSHbPM-l&ttaSfc] fcftTV>5 (Sil#fFffiM<k§S§ 

#-5§-W0 92-19759 ) 0 

Hi! IB IL-6T =f~;* Mi, L < tt IL-6g$S# 5 

& 9 , b < t h IL-6g^#:fc*fi-5 * / 7 * — •i-sl'tfLfcX 

IL-6g^#:fc:*j--f -5 ^ J 9 * t Lt ttPM-l^#i^J^$ 

ft, * fc^r r> ^ IL-6^:^#:^>s«fi-5 * / * * —-T^fcW t UttiM 
R 16-l£fc#: tfjgif bft 5 „ fillE^^L^^x »*U<tt, ^^7^ 

^^P^^^ffl $ ft 5 IL-6T V* zf-;* Mi, tf&]B#IBJI&<E>if *g *: 

IL-6Ty^^^^ IL-6K1 <fc 5 ^^-^^^aiSrjSWf U, IL-6 

£U<teIL-6, IL-6g:^#S.l> T gpl30 (DV^"f : ft;i*(£>&!f'a - (£.&*'#~<5 PJ. 
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mfcm zm-rsm^T-ibz , il-6t ^=^n:itti, wttf 

ttffi £*b5 4n;iL-6£L#: £ It, WfcHHLft***©*/ * 
#L#rt s 0*UV^ v$%W)W&5fc<0^ S ? * — IrjVtfZfc t Lttt, 

~.©£t£-3r|fiW UT IL-6<E>£^^#j?£- 14tf>#fflfl& J*i ^ <£> -IS 3i £ it Wf"f- 

r O «fc 5 fc#L# £ Ut f*. MH166 (Matsuda, T. et al. , Eur. J. 
Immunol. (1988) 18, 951-956) -^SK2 #C#: (Sato, K. et al. , 

as 21 in B^^m^^m^. ^^ib^(199D 21, 166) m&m*fb 

tfi#l&&<Dmftl7im t VXmmZtlZ t ML-6ti, Eur. J 
. Biochem (1987) 168, 543-550 , J. Immunol. (1988) 140, 153 
4-1541 % &5VM2Agr. Biol. Chem. (1990) 54, 2685-2688 M 
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o 

y ? a — •f-frXte^ ; ? u — t UT#5 r ktfX^Z> 0 ^ 

t©^fe5o r <D#l£M3:IL-6S^# kffifrlrZ Z kit:*.*) 

iO±5 4K#tbttt, MR16-1^l#: (Tamura, T. et al. Proc 
. Natl. Acad. Sci. USA (1993) 90, 11924-11928). PM-1#C#: (Hi 
rata, Y. et al. , J. Immunol. (1989) 143, 2900-2906) „ AUK12- 
20£l#, AUK64-7 h 5 ^ AUK146-15 (BI^#1*F W®<kHSl 

#-5§-W0 92-19759) H \f 5 • i b <D 5 T? , W^»*b 

^fgc^AmH^^^^W^^f^fF^^^teir V^- («l^<tf 
Tfrmi TBI #SS1 *:fcf&6 ) 3p^5c¥7 J3 12B Kl , FERM BP- 

2998£ Lt h^^J^S<5# ffl|gS^fe£ *UTV>5 0 * , M 

R16-1 ^L^^^^^T'y K — iRH US , Rat-mouse hybridoma MR 
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16-1 £ it, m&ft&mAm&mmm&wftffiftft&toitft't^fi 
- < *tbi mmi ^p^me y k\ ¥/&9 #3 m 

13 0 FERM BP-5875£ IT^^^ b 4k ffi X ^ * ® BR * K * ^ 
T V N 5 o 

SlIL-6S##^ / ^ a -^/l^ttm^'W :/ y K - ^ « > S##J 
fctt^^PSt^tffiL, £JlT©J;5li:tT#ISTt5„ *Tfc;bt>, 
IL-6g^#:£^f£in;jfr i ITtffiLT, r *l £ 1ft <Dftmjj%k U 
fciJSoT^St, #fc;h,5&£fflfl&&Sft©fflllSl»^ftfc: J: oT4fc 

KiWWSfmjR^HS-^EP 325474 ^ V * # 0 

^^ff ffiH^ ^3-155795^ $ttfcIL-6S^F#: Jl 

SlJ&i LTV^ © ( BT^ttIL-6S^#:) (Yasukawa, K. et al. , J 
. Biochem. (1990) 108, 673-676) £ UM&hZo pJ^14IL-6 

lffl]iSrti«^^i|LTV^5^T•)i^^lIL-6$t#iI^oTV^5 
tT t j;v\ 

IL-e^^^^jt^^-IH^iJ^^^i^^m^^ * — 2&fci?A L -coins 

& m±mm&mnm&£ states %<Dm3=mm*xte, mm-tm* 
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llilTv^ § #Hj&^iL-6g:^#:g ^ to^s t (Dm&m&n 

t h IL-6^^#& 3 — Ki~5 cDNA&^tf /7 * 5 KpIBIBSF2R £r 
tttS^ii (E. coli) te, ¥/&7n¥ (198930 1 Jl 9 Bfifti 

tfrfcmi TBI 4>*^6 ) fc, HB101-pIBIBSF2R ilt, ^ 

f6#-*§-FERM BP-2232i: Ut^^^^ h m £ ^ ffl |g ^ffc £ *L T 

T'^ffl £*L5iri;gpl30 #C#: tit, #icliit?L»%**0^ / ^ n — 

% ^-T^y 7}:I4$^5t>©, *5 J: * -£ ^- X # «j ^ ife m J; 

t©j}J*.5 0 r. <Z>*n;# J*gpl30 ti^tSrtlCi^ IL-6/IL-6 
g^#:^^#(Dgpl30 ~.<Dl£&&m ! g tTIL-6©4tl^^^ttOil 

:Oi5WHtH:, AM64^I# (#^3-219894) , 4Blltfc 
J; t>*2H4 (US 5571513) B-S12 *5 £ X$B-?8$Cfc (#§g 

^8-291199) ¥&mif tlZ> 0 

£igpl30 * / * n -l-Jl-tiiWmZL^^ •? V K-^tt, ^^^fitt: 
^*a&fl5&<£ffl KT© £ 0 fc LT^Ift So -Ttat>^>. gpl3 
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tfJ;V^ 0t|x.te\ tfttf:tt#©l*f1stftJIKi: UT<£/B £*v5gpl30 H 
gJc^l^t^mJil^lfi^-^EP 411946 t§B^ $ *T,fcgpl30 atfc^/TS: 

gP i3o <DW;B*%&m&te%a<D&%i^? ? - mfcffiA^rmm-tem 

@^Ogpl30 l6I^^©^St*iIt> r<D»^gpl30 gw# 
ISf^rl^tli: VXm^tltt ^Vn 0 £fc, g P 130 Sr^mUTVN 

s^^^gpi3o iei t^©ieii©iMe«^^^^^i i- 

T ffl "C t> <t V\ 

mfcttmT^mtstizm^LWiWk its, ^ps^ns ^ot- 
•So Will -j&ftJ^Sfc £ UT. ^f^^E$rnt?L«J^^0^rtX« 

S (Phosphate-Buffered Saline ) -^^S^^Tk^ "Cii ^ * K 

> Ufc h<D ItffiMK i 9 ii3?tf>T ^ h , #]*Lfi\ 7v( 

# # If to ti Z> o 
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Pr-^jjg^ 1rX*iZ\ '&%\(Dm* (DmmW, #J;ite\ P3X63Ag8. 6 
53 (Kearney, J. F. et al. J. Immnol. (1979) 123, 1548-1550) 
, P3X63Ag8U. 1 (Current Topics in Microbiology and Immunolog 
y (1978) 81, 1-7) , NS-1 (Kohler. G. and Milstein, C. Eur. J 
. Immunol. (1976) 6, 511-519 ) . MPC-11 (Margulies. D. H. et 
al. , Cell (1976) 8, 405-415 ) , SP2/0 (Shulman, M. et al. , 
Nature (1978) 276, 269-270 ) ^ F0 (de St. Groth, S. F. et a 
1. , J. Immunol. Methods (1980) 35, 1-21 ) , S194 (Trowbridge 
, I. S. J. Exp. Med. (1978) 148, 313-323) > R210 (Galfre, G. 
et al. , Nature (1979) 277, 131-133 ) ^ ^il^^ffi $ ft % ,'. 

fc k K_ fl* , 5; As 7s =t 4 ^ h (DjoW; (Kohler. G. and Milstein, 
C. „ Methods Enzymol. (1981) 73, 3-46) # lZ m C X ft O ^ t & 

„ Ui/^!) (PEG ) , ± Zsy-i << As 7. (HVJ ) m 

&izm\,^zmmwtt itii, minx. Alias --e^ifla^©^^ 

51^RPMI1640^#^, MEM JgF3fe»u ^(Dftfe, :©i©H6«i 

(fcs ) m<D&Lmffim*®rm-tz> - * s 0 

*0fl&m-^tt> MIB^^^aJ^ £ 5: a * — ^mflsa t o m 5£ * £ ittr IB 

18 
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> i£ # 000 ~ 6000 m^^PEG m%i*Tgi1%\" 30-60 % (w/v 

^st^-r^y K-^r±, as^s^***, #y*L&\ hat fgmm 

& £ 1- 5 ^ y — <Dtto m utm&nfa) tftt^-lrZcOK 

-S-ftfc^s thy V^^£rin vitro^Bf IX & ft JSC 31 51 

SOt ¥1-59878 . $ 

KftliSC:*ttftJS*m*iBIl&«r##u, WJfcw^tfe^^v^Bfawfc h ft 

#^lfe#Ltt)j;V^ (S^#fPtUJS^^#^W0 93/12227 . W0 92/ 
03918 , W0 94/02602 . W0 94/25585 , W0 96/34096 , W0 96/3373 
5 #$0 o 

ym^^y K — J 9 * ~ •J'A'ft fcwt* ^ 
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Lt#5*i> &6 vmsVn^ :/ y K — Sr - ft £ 21^14^ & 5 "tfL 

3-139293fc§B*$ft^*fe^ J: 9 tf 5 £ ttfX*% Z> 0 ®>&n Ifc&A 

g 1 4>*06 ) {C % ip^7n^7 ^ 120 TERM BP-2998£ b 

h^jjftt;:S<5#BI»*fe$ftfcPil-l^L#:^^^^ K 

M-i^L^^itMi-s^-^^. k-^«: ass 

t£„ 10% f> v'Ji^i^lflLtt , 5 %BM-Condimed HI (Boehringer Mannhei 
m M) ^^RPM 11640* SB, ^ 4 7 }) K-^SFM igM (GIBCO-BRL & 
) , PFHM-II igife (GIBCO-BRL M) ^X'^mi^. ^ tf> i£ * _L ?f £ 

^ <5 "T? # <5 (#llXL{i\ Borrebaeck C. A. K. and Larric 

k J. W. THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the 
United Kingdom by MACMILLAN PUBLISHERS LTD, 1990#M) o 

— ^frh, foW<D»S^ (V ) m*&& = — K-T 5 mRNA^rmil-rS, mR 
NAO^SI}*, ^^O*^, 011*. tf % ^T-i^j©3s'i>&; (Chirgwin 
, J. M. et al. , Biochemistry (1979) 18, 5294-5299 ) , AGPC& 
(Chomczynski, P. et al. , Anal. Biochem. (1987)162, 156-159) 
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^ £ 0 £RNA mRNA Purification Kit (PharmaciaSO 

m&tiim IsXmRKk&MWIrZo &ft. QuickPrep mRNA Purificati 
on Kit (Pharmacia ft) &ffl)< s 5 tKX Y) mRNA IrlilltS ^- 

5o cDNAO-a^te, AMV Reverse Transcriptase First-strand cDN 
A Synthesis Kit *SrJflVTfr5 - #*. cDNAO#/& 

*3 J: t^^tfil^ff 5 ^f*5'-Ampli FINDER RACE Kit (ClontechM) & 
£t>'PCR &m 5' -RACE & (Frohman, M. A. et al. , Proc. Nat 
1. Acad. Sci. USA (1988) 85, 8998-9002 ; Belyavsky, A. et al. 
, Nucleic Acids Res. (1989) 17, 2919-2932 ) ?:tfflt5:H s 
T-n, #fetbfcPCR gJft^bSWitSDNA 0r «: *fr » ^ 

^ — DNA ^5S^i-^o rtiiHiti^^^-^^^^^ 

0fI©$i#SfIt (C * = - K-T5DNA 

, *£#C ^^(DDNA Sr^tf^m^^ 9 mfr&hX'h «tVN 0 

o 

i Lt A^»lC«Ufe3t^W^i^^ 3r*7 (Ch 

21 



WO 2005/037315 



PCT/JP2004/015674 



imeric) #C<ffc , Mft (Humanized) t h (human) #L#£r 

HUB© J; 5 in LT#fctn:#V Ki"SDN 
A ^rt h#C#C $I3i££ = - Kt 3 DNA i&^U, rttSr*^^^ * 

#fffflM^M#-^EP 125023 , HIH^fF ffiEK^ HS§##W0 92-19759 

S r a* -e # S o 

DNA £ is tf ?° 9 * 5 Kli, ^ * P PM-k3*5 £ t/pPM-hl k fa%x £ tl , - 
©/7^ 5 K £ ^ft" ^t" S J!§ ^ te^ National Collections of Indust 
rial and Marine Bacteria Limited ( ? h ~7 V =T >RX$itU T 
4 /U y >- K 51 ^ 3E 111 ^ 3 j> h 7 y K T^-^-r — V AB2 1RY 
•7y^^-K7-f^I5 23) fc, 1991^2 £12Bfcl, ^NCIMB 
40366 ^t^NCIMB40362^ Lt^^^^ h K £ -3 # ffl i^^te $ tl 

t MHb#L#te. ??fliJ5fc (reshaped) t h k ^ £ tt , t h 
^^ontaSb'fe, ^jttf (CDR)£k h 

m&Tt^afe^fti kfrTV^ (KWWffWR^HStEP 125023 . H 
lg#l*rffiM^W##W0. 92-19759 #M) . 

(FR; framework region) £ jS^-T S J; 5 tf* fcDNA IH^J & . 
jfcttfls — — 7 s> /tS^^^ftS J: 5 I^^S t/c|cl@©^ 
y ^ u^-^ <bPCR Sia!) -a-^-T So # £> DNA & t: h 
fciftC = - K-fSDNA ^SJ^U, ^"CSSS'** * - K J&& * 
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#fFfflM^W#-^EP 239400 % S^^fFtbJ^^ &&#*W0 92-19759 

#Jf) o 

CDR ^^UTjS^^tt^fc h^OFRte, tB*H4«fe3fe««* 

(Sato, K. et al. , Cancer Res. (1993) 53, 851-856) 0 

t hfeiftC f^t ttf*, Cy tfS^tf £>*U, 0d*.fcf. Cyl , Cy 
2, C V 3XI4 Cv4 fcftffltS^i^^tS, * . ^L^Xtt* 

hSHfcPM-lfctfl^^iMf btb5 (ai^#f» : mM^§S#-^W0 92-19759 

mm) o 

(scFv) £ lt77-^r^/WSia 9 

^^-fr, ttjWtujt'fri-s 7 t - v zmiRlr z> - £ t>*e* 5„ mm is 
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-r5scFv<ODNASa^J^pj b'2M£ft*Ui\ S IE^J ^ 

ttUEfc**P-efc 5 x WO 92/01047, WO 92/20791, WO 93/06213, WO 
93/11236, WO 93/19172, WO 95/01438, WO 95/15388 £ tn 5 

^§t5rHK-t5, M^Lii^ * * — * — VIt- — £: It 

human cytomegalovirus immediate early promoter/enhancer ) £r 
mtf % k & % Z> o 

— itt, W h n ? ^ A * , — £ -f A' 

T x / ^ W A* „ 5/ 5 7 y ^ ^ ^ 40 (SV 40)^tf> ? ^ 

(HEFla) if OnifL^lffl^^^^T 6 ^ * — ^ — ^ f" - * 

0>J x. Hf , SV 40 7° t 1 ^ *~ ^ / ^ ■ — -Sr •Si ^ "f~ S ^ 'o* % Mu 
lligan£> <£>;fr£fe (Mulligan, R. C. et al. , Nature (1979) 277, 1 
08-114) , £ fc % HEF1 a f ■=& — & ~- / 3^1/^1/"$ & $L ffi ~f~ *a 
. Mizushima tb<Djjfe (Mizushima, S. and Nagata, S. Nucleic A 
cids Res. (1990) 18, 5322 ) 7L \t^$b 3(1181 i" 5 £ £ ** T* # 

<5 o 
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^KH'^tSo UTtt, lacZ^ p 

araBT" * ^ — * - £##5 £ £ T* £ 5 „ lacZ7" * - * - 
^r^ffl-rS^f-a^ Ward^O^"^ (Ward, E. S. et al. , Nature (19 
89) 341, 544-546 ; Ward, E. S. et al. FASEB J. (1992) 6, 242 
2-2427 ) , araB^^ ^-?-^tfflt5i#, Better h <D jf®: (B 
etter, M. et al. Science (1988) 240, 1041-1043 ) KH£ *L fcf <fc 

fc^^^* pelBV^^-^@a^!l (Lei, S. P. et al J. Bact 

eriol. (1987) 169, 4379-4383) & &m "t" *b «k V^ 0 ^y^^XA 

(refold) (#JxJi\ W096/303943r#J$) • 

^M^^ fclttt, SV 40 % V * — V 4 frX, T7 7 £ 4 A* 
* % W<? tf ta — ? 4 (BPV)^O &3fc<£> ^ <D &m 5 ^ t & 

^ -if (APH ) it^^f-, ^ S v 5 ^^-^--^ (TK) ^JHH^ 
fyf y^T-y*^*!) ^V^f7 V^7x7-^ (Ecogpt) it 
-B^ S?t Kt»*»»5B#* (dhfr) ifi^tfftf i i: * 5 

o 

5:i^T*^5. ^t#:3Rat©fe*©S^^tt, in vitro^i^in v 
ivo tf>jg£^7>S&5„ in vitro<Djg£m t ttll, 

fflv^5I4^ifiS^)5. ifr^M i: ITtt, (1) "*9L**HI», 08*. 
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CHO „ COS „ BHK (baby hamster kidney) > HeLa N 

Veroftif. (2) Pf£*f*fJ&* T7!)r»^/HPIM 
N 2$b3VM*(3) 1;&#IHJ&, sf9 , sf21. Tn5 Kiftftobtl 

tV^5 0 mmMmt Ittt, ^rt^-T-^ • A (Nicotiana ta 

IWlSHtlt fclfctf, (Saccharomyce 

s)JR, ffl 3* * 13 ^ * * ' ^ ^ ,y 31 (Saccharomyces cerevi 

siae) „ ifc^^ ^iiiT^^/l'^^^JI (Aspergillus)^, 09 X. 
tfT • =■ 5tf — (Aspergillus niger ) if # & E> ft "C 

mmtvxft. ±mn (e. coin, ftfi^^ e>ft-cv>5 0 

J&%^R%k £ *bfc$U&£rin vitro-trig^i" 5 ' 9 

tvSo ^^^^^v^ 5 09*.tf* ®mmtvx^ dm 

EM, MEM , RPMI1640, IMDM& ^ffl 1" 5 n t t>* X Z , ^^i^JfeW (FC 

s ) m^skmwm^mm-r^ z t z> 0 ^i^m^^^m 

A Vtc$®m ^Wi^}<om.^^^- h. K <£ 9 , in vivo KXtfOfc* 

— ^ i n vivo ©i4iHttt, mm^^m-r^M^^mm 

(Vicki Glaser, SPECTRUM Biotechnology App 
lications, 1993)„ * fc , SAitTtt, 3 fe)fl^5:i#T? 

£ft&©»4&;£tt«4M£##Jt45 J ? : «ri»AU, W}®Xf&nVo<Dfc 
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t^^fAtS. Ufc^=?^ k^frS h7V^i?i=s' 

£1^ (Ebert, K.M. et al. , Bio/Technology (1994) 12, 699-70 
2 ) o 

&mZ> (Maeda, S. et al. , Nature (1985) 315, 592-594) „ £ h 

, ^^.tfpMON 530fH#AU, i©"** * — fcAgrobacterium tumefa 
ciens Oi5^^f5Tl:*At5. :©/<^jrfcM3, 
0JxJ*Nicotiana tabacum KltffcS** *^3(D|i 9 

(Julian, K. -C. Ma et al. , Eur. J. Immunol. (1994) 2 
4, 131-138) o 

_Lx£<D £ 0 fcin vitroXtiin vivo (DM^^^X %Zfc & M&T Z> 

ttfrmm (h «d a «) k-tsdna 

Kfti^L Ki-SDNA fc*-©^'* * * ~ 

WO 94-11523 #J&) c 
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Ttt, Fab , F(ab')2 , FvXttH H©F^aSft !J V # - T* 

iSJig $ iirfc V ^ PAS'? 'x. "-f ^Fv (scFv) d^if ^H5 0 

(#Jx.te\ Co, M.S. et al. , J. Immunol. (1994) 152, 
2968-2976, Better, M. & Horwitz, A. H. Methods in Enzymolog 
y (1989) 178, 476-496 , Plueckthun, A. & Skerra, A. Methods 
in Enzymology (1989) 178, 476-496 „ Lamoyi, E.., Methods in E 
nzymology (1989) 121, 652-663 , Rousseaux, J. et al. , Method 
s in Enzymology (1989) 121, 663-66, Bird, R. E. et al. , TIBT 
ECH (1991) 9, 132-137 #Jft) . 

hthz> 0 r©scFvlJ:38v^T, h mv mmti mv mwftv 

£f:£U<te:. ^/f F!J y*-?:^ ttl^^tlS (Huston, J. S 
. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883 
) 0 scFvfc*s#5H fY fg*fc*5.fctfL #V -hlB^L^ t IT 

F!J y*-i:Lttt, {SJtlfT^ ^12-19 m&fr h 5ft 
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5 Kite. #fe*Lfctn:#»!:-fb^»3&4iEHr&*t-i: £ t-£oT#3 ^ 

o 

t&iBo<t 5 fc*^, ^^isnt^wn., mums-, fenfrb&m 

It, i* r 7 >r = ^ — * * h?y7^-fc£<off5z.t&X' 

x-f # 9 .MJlJB b*C, #0*1 ii\ Hyper D „ P0 

ROS , Sepharose F. F. 4£ # & *t S . *r<£>^ 
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r *!/ £> <D V n ^ h if 7 7 4 — fcfcHPLC (High performance liquid ch 
romatography) fc3S;flV#5. £ it „ i£*BHPLC (reverse phase HP 
LC) Srffl V>T t> £ V> 0 

S(-)T?iaS KHfrfi Ufc# % 280 nm(D®3fc^£r&iJ5£ 1 mg/ml Sri. 
35 OD t LtlHitSo £ fc, ELISA fc <t 5 tt ^ T © «t 5 fcfc'J 
JttSwi^ft'S. 0. lMfi£*m^«*& ( P H9.6 ) tf 1 

n g/mlfc^ bfc-^^^t MgG (TAGM) 100 0 1 £r96?t:/l*'- 
h (NuncSg) 4°c-e-i^ y^a^-Va yt, #C#:£r@ 

^Xfifet^Sr-a-tpf- "s-fAs* &5V>H;^ n B pJ:Utk MgG (CAPPEL 

^fe#^s 5ooofg#f? Lfcr^# y 7 7 * — h i g 

G (BIO SOURCES) 100/x 1 Sr#Px.. Kl T 1 B# K V a ^< — 

Slt^^Afli^y^^^-^^yoi, MICR0P 

LATE READER Model 3550 (Bio-Rad M) &r ffl "C405nm t?©®^^ 

#3!KT*&JB $ *v3 IL-63«#:te, IL-6^^#: £ S £r ^ 

JLolL-6©£%^tti£14Sre£U^4&«*T?*>5. HP *> . IL-6 
%t^ftfcIL-6%:mfctZtt U IL-6£ -5 \L-6<D£.m 

tti^I^^ALT^M^^S, IL-6&^#:<E> £ £ * 5 IL-6 
tt*r<Dgi3fc ; £rF^:bft VNtfs, *tl JBffi m & # * "T *b te\ £?£U<tet h 
IL-6T*fe5o 

^frWfc: tt, IL-6©T ^ /tlB^J^^^W^^^f !) l/Jf^x* if 

30 



WO 2005/037315 



PCT/JP2004/015674 



7 fct^it, WHAT IF (Vriend et al. , J. Mol. Graphics (199 
0) 8, 52-56 ) &JBV<T'*©-K**«r^« W 6> te«Jft * *i 5 

fjr^; i^in^ tt5 i 5 fc^H&#A1-5 r ± 5 > il-6& 

IL-6afe3E#tf>A#0!l £ IT tt, Brakenhoff et al. , J. Biol. Ch 
em. (1994) 269, 86-93 , RtfSavino et al. , EMBO J. (1994) 13 
1357-1367 . WO 96-18648 . W096-17869l£ PB tj* $ frbT 5 „ 

Ktt. IL-6£§#&5 V>f±IL-6£ ©at-e-iSteSr^ J.oIL-6 

XtelL-e^^^lft^^^^- K»±IL-63fc#frXttIL-6U:*&'&U* - tb 
<b 5 - Ma!) il-6<0 IL-6S3e#^<0 MB* ^ IS* 

IL-6g&#-<^ KX«IL-6^W#:SB^^^^ Ktt, IL-6XttIL-6 
g||©7^ / ifega^JKifcv^-CIL-ei: IL-6§:^# fc#fc>5 

<fc 5 fc^T^ Ktt, iimi0~80, 0*U< 1*20-50, i^*U< 

te20— 40l@ <e>t 5: / 

IL-6^^-^^^ K3U*IL-6^#SB#'<7 P ^ Ktt, IL-6XI4IL-6 
^|^©7 ^ y ^@a^Ji-*5V^■r, IL-6£ IL-6^# t K&t> 
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ftfc<fc Of^fii-rStJiri, ^rlC^/f K*=»~ K-fSDNA @E?!l£r3§ 

flf;i|#jgl991^K:eJtt<0^ftfcJpC-Cff <fcv> 0 @*@-g*/&ft£ U 
ft tf> 0 # l 7; y ft oii^$*5SfSi ^Jji-Lfc:*^ ufcr 

ft ^FmocftfcTCBU £ :ft><5 o 

SJSiCte. Boc ftT*«7 y<ffc**Xtt 

m ; Sr> XFmocftT?ttTFA & 9 Sffl 3 £ i: # # S • Boc ftT'te, 

^ o FmocftT-fi, #!) x. (i TF A * T? _b 15 i R * <^ -CftftK 
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K®^t-ov>X, -r^*-^ wu#*ffcj: Sa^iffitff. T - y ^ 

3^2-188600, # HI ¥7-324097, W H ¥8-311098* tf#H»flF4fc*US 
5210075icliB^ $ tt-CVN 5 . 
#3&BH*T?teJB Sti5IL-6Ty^ =f-* h <©IL-6V^-*vi"R£RH.# 

KB:, IL-6^#ttt (S6B45, KPMM2) . fc bUV*/^ 

T!)y^li^ttKT3 , fc<5 VM*IL-6##tt*fflMH60.BSF2 

o 

IL-6S*#*^«Hfl&^*>* u266 *^* U - 1251 ^ IL ~ 6 
^|j)DL, mi»^IL-6T V* = * h - * 9* IL-6S 

*#»3Uttl&K:»'frUfc 12S I iSHsIL-e&iliJ fc-f 5 . ±»Tyfe>f 

*SrJt«-t-ttWriL-6T =t~* h (£IL-6P.E#?£tt£i¥<ffi1"3 - ^ 
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^T$l&^*te, -HK-o|:#Il kgfefc 9 0.01 mg A^felOO mg<£>^ 
It'ltftlS, £>5 VMS, &mhtc V) 1 -1000 mg , 0* U < «: 5 
~50mg ©S4I^I^-H^T'l5o 

^ % & ft tottm t ttli, #^1 kgfe/c ( 4IM) ^o. 

5 mg;&> k40mg, #f * U < ttl mg^ e>20mg& 1 HI 36» £ $C HI Kl # T , 
0J*.tf 2 0/51, 10/1, 10/231, 1 0/4 

t5*S*^45, ft-** /Hi, ^^^I^^iO'iii 

^S-ft^KJ^^M^ £>20/31*>5V^10/51*>e>10/ 
25®, 10/351, 1 H/4 10J: 5 tiS:^IBlH«riiEtf ttVN < ft 

~<d £ ? temfc& xxfWttomvffl t . tR, gnwKifFW* 
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# ^-1/ ^ * f> ;kt ^ — * , ;>t;VP- * % ^ 17* V * ^ # A , 
^t7!)/>7/V3-/V, xr7!)yt. kHi7^$V (HS 

ft h K m £ ft 3 <D TM* ft 0 

:^^^{£^ftb{£PJI^£ft5 & <£> T? {3: & „ 

mmWi (10% fetal calf serum(FCS) ^^ORPMI) *P , 24-$ ^-A* 
TO, H2052, H28. H226S. tfH2452<£> & IB *fr U , 

»H3ltffofc. H28*ffl ^ IL-6M g £ fc o # , |©4 
kttIL-6m^^T'feo7>:o *w H2052#B US t^H226*H fl& «: IL-6 

m&*Bim 5 8ctf>IL-6S£#3B^*&mRNA V^t»Jltfe. 
itMIi UTKT-3 ^tt^flSfc LTiiSHJ}S(Synovi 
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ocytes)*teffiUfc. £ fl h & Ufa * 10%FCS*»RPMI * T-48H# IRItt 
|t, j|fflJfe$<0IL-6g:## (IL-6R) S: a— K-fSmRMASr, 
IS £ LTGeneAmp PCR System( Appl ied Biosystems^fc ) £ ffl V^ 3 reve 
rse-transcribed-PCR(RTPCR)^ K X 0 « Jfe b . & 12 2 

^ y ^fVT )V=f t K-3- y ^8*7* t K * — -^)<^mRNA*^^-t- 0 

^^ga 3 . IL-6«BaEfc £ SVEGF££;gi& (i) 
^14 4'^®^i^«H2052*5 < £t>*H2452<Dffi;Mfl&£rs RPMI 1640*£ 
* + :M*fflJ&*t£g5Xl0 4 /*^£ UT\ 24-^^/V^^-h 

(10 ng/ml) , (2) jja&*.IL-6 (10 ng/ml) + HI ^ ^IJ&tt IL-6R 
(100 ng/ml) »Hj:5JWaL (3) #C IL-63**#«:# T? *> « t b 

§HbPM-l#L# (WO 92/19759#fH) (25 /tg/nl) J: 5 IS £F M *& 

W^^SI^H^ (VEGF) Quant ikine Human VEGF Immuno 

assay Kit(R & D Systenstt ) K i 9Slgl, MS Q R*^«jE U 

3 ro^d^ib*^!^ H2052^lBS^*3i 

0? H2452JNH Jfe #c T? IL-6*0 IKiH VEGFII £ # ff & $ *t fc 0 
3gjfcflj|4. Tl.-fiift|j»fc J: aVEGF^^^at (2), 
Stt't'&lIi*Bfl&*fcH28&J^T. ^Jfe^J 3 (D^^^rH« Ufc 0 5g 
f ^^-T„ rOgSa^W^^If^ H28«BBS^ttVEGFiS5 
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mmm 5 . il-6jm»k: £ 5stat3<p y^ AiH 

£ 5 VEGFS&'&t* 3 * -V h 6 H2025&H «fc TJ< IL-6M <t5V 

EGF jg $f ^ ^T*£> 5 H28$B £ IL-6(10 ng/ml)£.tf 

^ttla^^IL-6^^^(100ng/ml)(D#^ETt?. signal transducer 
and activator of transcription 3 (STAT3) 

, STAT3/&* £>p-STAT3— <£> y M o V^ T V^X^^y*?/ M- £ 

E5 !K H20523WH&*t?tt. IL-6«^30# T* STA 

% m *f U X ttm. * STAT3<£> IlyftftU^BA&iT'^^ofc. * * 
, B5t, p-STAT3te y vm-ft:STAT3$r^U, STAT3& y t 0 

y ^gHbSTAT3<B«ftl £r^i- 0 
ggjfeM 6 . IL-6JWj»tc i. £S0CS3(S>^S 

IL-6fc «fc 5VEGFS£*l#**^fc5H2025fflll&tfc:i3 £tfIL-6K:«]: 5V 
EGFm^*UI3!t**T?*>5H28JHHlia*|cS:, *&& *. IL-6(10 ng/ml)S.T>*"5J 

Wl % ft > >f y*a^-'>3yooHiBa, 2^KSS^4^^S 
{C N ffS £ tbfc suppressor of cytokine signaling 3 (S0CS3) 2k. 
W y "bjVTtVT* fc K-3-y y|rt KP^t-f (GAPDH) tf>3§5?. 
^ttt £> ^3 — K-T •5mRNAORT-PCR^ £ 3 It 4@ ^ © M «t <9 

0 6 )&> W & * ii 0 , H2052jRHI&*T?W:, IL-6IPU«« 2 B^WCS 
0CS3 mRNA©fl^^|gj?> fc> tltc 0 H28*ffll&8cT? f*1E#ftfcS0CS3(&i« 

ggffiffil 7 . VEGF7* — — Tyfe^r 

VEGF^ — it£ V) ;V*s7 ^ y — if it^^f © & 3 ^ H p 
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^^MVEGFT* n ^ — kl <fc D^*/7s 7 — "^it^^ & 3 ^ 

h 0 ^ ^ 5; KpGL3-VEGFmutSrf^^ Ufc (07) , 

H2052*Bfl&50,OOOS 9 1 n g<£>pGL3-VEGF^ fc tepGL3-VEGFmut £r h 
7^^7x^1,1,, h9y^7x^ h £ Jh/fc fflJiS IL-6 (10 

ng/*l)*5 iOJIIt RT*ttIL-6^*ff (100ng/«l)-CW#U)fc, 2 

0 m*i*<o*> £ . VEGF^t^^-^-*? zxf&mmvEGF?**-*- 

o 

m8 frhm bfrte&V ^ VEGF^ n^-^-^b!) ^|MbSTAT3tt 
&1®*m&^tz.m&. IL-6JW*fc J: SVEGF^ t» *-^-©«tt^W: 
j!,&*Lfc<*ofc. _L1B«#J5, 6fttf 7©tt*a»fe* H2052JNB 
IS 8t *5 It 5 IL-6JW IiaS VEGFjg £ if 31 tt , JAK-STAT^ 

gjfc&j 8 . TL-6B t*i?»4*IL-6^&tt^*qfc:.fc 3 £ 3 H2052, 
H2052*nfl&lfc*r, 10%FCSm*DRPMI^% 4> > 96- * zf V - Y fc!5 

TC^Ttfcl^^ftTT\ (0, 1, 10X&10 

Ong/ml) <DIL-6©#*ETT-, 5 5g*t?, 6-70M§iLfc. tir * «T 
BlOXtf 013fc*i*-r« :Ji&OH*6?i^4i5^ H2052&Bfl&$c 
Rt/H226JNBSS^«mm^^T^14IL-6^^#(100ng/ml)#^T-e, I 

^jfeffi] 9 . IL-6% t*IL-6R<P&flP £ J: 5 H2052& flfift. (£> H?ftte at © I 
L-6R^M-T^^^ (jftIL-6Rffi&) 

IL-6;K.t>UL-6g^#fc J: 3H2052|fflJfe^©ii5S{E3i^^IL-6R$ ! L# 
K X V)&lffl£tlZfr : §fr&&Z>fc*>* H2052#fflJ®#:&, 10%FCSS6iPR 
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PMIititfl*. 96 _e7x;l//V- h 500$ J® / *? A' "eflWHS * » * * 
lOng/ml ©lix bI »ft IL-6R lOOng/ml <£> & ^ IL-6S ^ 
#0#^ET-e, &^m*?>Mg. (0, l/xg/mlX{*25Mg/ml) 

STyir-T ^ J: ^H2052^Jte^^l#5g* (OD 450) £2|iJ5£bfco 
*SrBlllt!:^-r. ftIL-6RfiE#r±»A«#tt»!U«5»*«i 

ggjfeffiJlO. IL-6K TJ? pT^^IL-6^^^ ^7Jn £ 5 £ * 5H226<P 
H226«$c£, 10%FCS^*PRPMI^«&fp, 96 - * ex. 7" U' - h Kl , 

5oomns/«>^/i'©**^iinii&**^»*- »«i*.itf*ttiL-6g* 

#:tf>100ng/mlT«O#&T-T?> J.o«*<£>}gg (0, 1> lOXtelOOn 
g/ml) ©IL-605#*ET*t?, X«25 At g/mlOMRAO#^ET-e, 3 ^"C 

IL-6i«^S'l4^H226JftlJI&*t*, IL-6^^^tt<^H2052^fla^ £ PI& 
Jftjft*. RTIS'l4IL-6S^F#(100ng/ml)fip^ET"C* IL-6&&lfe#ftj 

ggjfeMll. IL-6^t/pT^^IL-6^^^^7Jn J: <5 H2052&B J&ffic . 

H2052^J3&«&tfH226«#:£:> 10%FCS^ JPRPMH&tfl 4 s > 96-? 
^ ^_ fc^OOj&fflJ®/ *? * ^ «BI& S: # * , IL-6 (lOng/ml) & 
pT^44IL-6S^#: (lOOng/ml) OlftTt', M^IS (0 
1 a* g/ml. 5Atg/ml) ©t MftPM-m#0$ftTT\ 5&*T?, 
6BBIUi|tfc, mm&s MTST y J: 9H2052*BJS8iXtfH226 

jNBBS^^JNBJiaiiJi^SrSiJ^UfCo JBHli&iiJit^tt. IL-6/sIL-6R4£^ 
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ttIL-63fc H2052jBHI&*RtJ«H226»IJja«c©IL-6/sI 
, aiL-63£*#a#0>ttfr V \zm Cig&O t MgGl (Sigma) £ $s 

^ifc^ji2. a i ^ g a & £ a : i Lz6ia g £ * * vEGFm £ 

fc hIftPM-l^L#©Ig (0.1jzg/ml, 5 jug/ml) ^^tt^lfiW 
s H226, H2052R^H2452fc33rt5IL-6JW«S:t-iSVEGFS^9l#O«l 

flctt, IL-6/sIL-6R*iJ*^«J:5VEGFS^9l#*^^»-«lft , I^^« ~" 
j^IiUt, *tIL-6^^#:^:#^^^ 5 fcR t h IgGl 

(Sigma) &*iPL,fc»** VEGFg fefl * <D » « fls ffl tt B * 6» * 

VEGFM£mmLWX*foZH2052mmWRX$n2452l®1fetfiX^ IL-6 (10 
ng/ml) Xt/pX^ttlL-eS^^ (lOOng/ml) ffl » £ «9 ^ * $ 5 S 
TAT3 1) ^te^, 5 /ig/ml<E>aiL-6S##a#te «t D » fSI £ *b 5 
^m?r(ai6^^i-o aiL-6g$£#a#tt, 

-fb STAT3 (p-STAT3) «r fc*P1W Ufe. *fMi:UT, a IL-6 

^^#:^L#:<^ft^ 9 fclU C^iS^ t h IgGl (Sigma) £r $s 2JP L :|§ 
STAT3tf> i> ^»fl50#IHWtt» £ Ay £ » * btl^^ofc. 

H2052*HJ§&^&tfH226«»2r. 10%FCS«PRPMIi#Sil * , 96-* 
m/VT" U— h te500j|ffljfe/? ^/VT?^ffll!&Srfil t , IL-6 (lOng/ml) 
yj^ii pT^|4IL-6^^#: (lOOng/ml) <D#&T~C^ _E.ol M g/ml 
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<OffiVEGFtlL#©#3ET-T?, 5SX\ 6 ~ 7 0 IHI U . & > 

MTST s/i? -fk£ t> i***«rfcWUfe:. ^Jlttttt, &VEGF£t# 
tf>ft;b 9 tcm tM&<D t h IgGl (Sigma) &JBWc 0 *t*Sr017m 
^t, -^©^m, ^lVEGF^l#:». IL-6/sIL-6RJ|aj«fc: ZZMmMM 
L)fe^o 7t 0 IL-6/sIL-6R^IJ^^ £ S^tt* 

^ffljNHJJ&itm^^t*. VEGFSrifr-f-S *><E>-eftV^ ^WStfe. 

Yamasaki & (Yamasaki, K. et al. , Science (1988) 241, 

825-828) K'&^mbfoK. IL-6^ ^Sra-K^S cDNAfc ^ if 7" 9 

FpBSF2R. 236 £r #1 "C\ PCR 8k K £ 9 pT^ttIL-6g 
Lfc e /7^5 KpBSF2R.236Sr«iJIS»*Sph I T'ftMfcUT, IL-6^ 
<g#cDNA£r#, rft,&mpl8 (Amersham^) KWAlsfco IL-6§:^#: 
cDNAM* Ky**At5± 5 tc^if-T ^Ufc^/&*- y =f 7° 

9^-^ — SrJHV^, ^yt^.n^-^^i^v'^V^TA (Amer 
shamM) ti!), PCR ^T?IL-6S^#:cDNA^^^^#A Ufc 0 £ <£> 
fifcf^fc Ky#7$; @?345 <^^g(3l#A £ tv. 

14IL-6S:^#: = — Kt"3 cDNArt*# b Jtfc 0 

"ST^ttIL-6^:^^cDNA«rCH0 jjffl J3& T? HI 31 i" 5 ft \Z „ 7" 9 * ^ K 
pSV (Pharmacia©) £3t*triS** ^7^5 KpSVL344 £#fc„ dhfr 
OcDNASr^tf 7° 7 * 5 FpECEdhfr fcHind Ill-Sal I T* $J ®r U *f i§ 
ttIL-6S^frcDNA^r#AU. CHO #IB 31 51 7° 7 * KpECEdhfr344 

10 /i g©^7^; KpECEdhfr344 £rdhf r-CHO#fflfl&#cDXB-ll (Urla 
ub, G. et al. , Proc. Natl. Acad. Sci. USA (1980) 77, 4216-42 
20) ^iJ;V*/V J* 7 * X 7 =-4 h2fc|S£?£ (Chen, C. et al. , Mol. 
Cell. Biol. (1987) 7, 2745-2751 ) K £ 9 . b^^^xni 
tc B h 7 7 * 7 b UfcCHO $iJfe&lmM 7*/l^ 5 V, 10% 5t#fFC 
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S , lOOU/ml <D^~^V y*5iO! 100 m g /ml <D * V U ~f h ^ 4 V 
l/&^t?^ 9 \sHr*s K>p£ a MEM lt§i^t'3'irif i Ufc c 

0 #IHJ&* » - V & =f§ 0 r. <£>CHO ^BflS ^ n - >-£20nM~200nM 

b hw^ir-hT'li<|isU, t h pT^14IL-6S:^#:^^CH0 Iffl 
J}S^5E27^#fc 0 CHO #fflJ&t*5E27£5%FBS X 
jV^nigmWl (IMDM, Gibco j») T*i£«Urt 0 _h» & HI JR U > 

^^±»f©Fr^ttIL-6S^fr©*^S:ELISA T $!l 5£ U 0 * © 

10 ix g©*&Jfe3lIL-6 (Hirano, T. et al. , Immunol. Lett. (198 
8) 17, 41 ) £ -7 n 4 V h^7i?a^V h i: t> KBALB/ct £ * 
Sr&ig U, jfcL»*Ki«:iLr6tft#*s*W"T?* 5 *T?-31Mftfc^ 
gfcfrfc. MSP© y ^g»)6l:«W ^Ps^vy^J 

=j-,H500«r/flV^ 5 3i a -^|fflJ^^P3Uli: ^4 7 V 

y* — SrHAT Jg^^^/B 50i b (Selective Methods in C 

ellular Immunology, W. H. Freeman and Co., San Francisco, 351, 

1980 ) »C#o-C»ftU* Ut t HL-6tt#t«4t*^>f K- 

6ft~? 4 ? v U — h (Dynatech Laboratories, Inc. M, Alexand 
ria, VA) £ 0. 1M<£> carbonate-hydrogen carbonate^^^ (pH 9.6 
) T? 100 ix 1 <£> -V 3 s #i V * Ig (10 ix 1 /ml, Cooper Biomedical 
, Incgg Malvern, PA) K X 9 4 °C T* - life - h U . &V^. ^ 
1/- h & 100m 1 © 1 % * '>Air;^? ^ (BSA ) Sr^tfPBS \z. 

42 



WO 2005/037315 



PCT/JP2004/015674 



r. frSrPBS* Xfti& UfcfcL 100 n 1 (D^J^V R--^i£*_L?t£ 

X, 2000cpm/0.5ng/well£ fc* J: 5 fc 125 I *«»*S!IL-6«r " 
^^JPL, &^Ufc«#:*<0*frl*i£*fe«:#^# * (Beckma 
n Gamma 9000, Beckman Instruments, Fullerton, CA) TSSUfeUfc. 
216 ^ 4 ~7 V F — ? v — l/<D ? % 32(0^4 7 V K— n — V 

T*ftJ&«jK:&5£ftMH166.BSF23&s# btufc 0 ^-f^y K-^^S^ 
-t-S#CIL-6#i;#:MH166 telgGlic <D if zf 9 4 :/«:W*t"5. 

oVn-C, IL-6#;#1£^ **^>r ^ y K — * 13 - ^MH60.BSF2 & 
ffiv^-CMH166 Jftttte J: S^-f ^y K-^OiiSlfcBB-rS+IUStt* 
P^fco MH60.BSF2 *ffl)fe&l xlO 4 /200 n 1 t * 5 £ 5 m # & 
rtt^MH166 tft#Sr^tf*^^^*iP*.. 48I^W«F#b, 0.5 
a Ci/ ?aT<D 3 H ^ ^ 5* V (New England Nuclear, Boston, MA ) £: 

_ j- ^5 £ % g frfj^ — ^l;* ^ — (Labo Mash Science Co., Tokyo 
, Japan ) Xj&mVtc* V r- * — A* h V X *7 V IL-6S;# «: ffl 

-=e^^m. MH166 ^#»IL-6fc£ D»*£*U3MH60.BSF2 « <*> 
3 H ^ <o *-lfi#Lfco MH 

166 ^L#:«IL-60?&'l4^ t f 1 fP-f-6 i £ bfrk fco fc„ 
sfejfeflij 3 . iftfc ML-6^3S&#L&<£>fgM 

Hiratak <£>^#= (Hirata, Y. et al. J. Immunol. (1989) 143, 
2900-2906 ) K X 9 f£ Jife b fciK IL-6£##ft#MT18&CNBrKl J: t)^ 
tt-ft; £ -frfc-fe 7 T 13 — ^-4B (Pharmacia Fine Chemicals^, Piscat 
away, NJ) b S&tt <0 %k 2f K U 1t o T Jg-g- £ . IL-6g^# (Yama 
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saki, K. et al. , Science (1988) 241, 825-828) «:»»Lfc„ fc 
h ^ a: p — : eiB^^U266^1%v : ^ h — is (Wako Chemicals^) , 10 
mMh y / —)VT 5 ^ (P.H 7.8) *3 J: t^O. 15M NaCl £ ^ frlmM p- 
^7r;/7i=;Mr/^/V7^=^7/i't7'f K ^ ^ K ^ 13 
y K (Wako Chemicals^) {i? ¥ h ~ >Mffi&) T?«TSf^U, ^ 7 
T p-*4Bfc*~X£^£*fcMT18tft#t^bfc 0 tf- 

BALB/c^?*£3 X10 9 fiOU266jHmfi3&^ b #fc-L 8UL-6 

S^-ClL-6^t#^Wt^^tt^i^fe. 5 7l0 7 fl©U266«B/iaS: 
35 S (2.5mCi) Tf*«U. -hlB^^ h- V^®^T*^T 

^<bUfc 0 pj^-fk U7 v cU266«8fl&$r0.04ml^ft©-fe 7 r n— *4Btf- 

®?!fc#u, o.25«i©s?^ v=-i/mmm ( p h3.4 ) 9 3S s 

Jr~ ^«SBIL-6g&#«rifcffi 0.025ml ©111 Tris (pH 7.4) 

T'tft tfc, 

0.05ml<D^-r ~f V K-^#*-t»*0.01ml©Protein G ± 7 T * 
(Phramacia M) tm>&Vtc 0 gfcf£bfc#, ± 7 T * - * * _h 
IBT'P^Ufc 0.005ml © 35 S ^lifs IL-6g ^ £ £ fcfc^ ^ * ~ 

h Vtc 0 &g£tfc|$J&«&SDS-PAGE-T?#tff IL-6^£#fc£J& 

y K _ ^ ^ pr — VPM-1 (FERM BP-2998 )&}&:£ Ufco s^J.&V K — 

^PM-i^kg^ns^ttf** igGi k <*>if-:/*-< r&W-rs. 

L-6©*£'S'Mi&t£& t p -•^#fflfi&#cU266£;i3V^TP'<fc 0 
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fc h«HL-6$r^)lf (Hirano, T. et al. , Immunol 

. Lett. (1988) 17, 41-45) , h y-^V^-Ki (New Engl 

and Nuclear, Boston, MA ) ± 0 l25 I^l^b7c (Taga, T. et 
al. , J- Exp. Med. (1987) 166, 967-981 ) . 

4 X10 5 ^©U266&BJ&£1 B£IHU 70% (v/v ) ©✓W :/!> K*— 
PM-l©**±l»*5*tJS14000cpii©' 125 I **IL-6i: 4: t>fc#*U;fc 
70 n 1 <Di7-^7°^^ 400 /z l©v^^7* - v?^l)xf l/yf 
^-^^ 300m 1 <Z>FCS Jb^mSL-, 58to<0&. Ifflfl&JKD^Ctt^'ft 

/W^y K--rPH-l^I4t5K#tt> IL-6©IL-6S 
gift 01] 4 . £ ^IL- fi^^^^L^^>ii^ 

Saito, T. et al. , J. Immunol. (1991) 147, 168-173 fc«*G> 
LfCo 

? * pJ^ttIL-6g^#:^m^i--5CH0 #BJ& £ 10%FCS&^ t? IMDM 
JifBSaito, T. et al #f!) SrAffigel 10** A' (BioradM) @ £ 

U77<f5f<fl .^ At fli^t^^iir*ttiL-6$»#t»* 

Ufc 0 

* h5p^^Ti^»^^ KT?iiJP^fe!S UfCo 450 g y 
MMMlllfefcimU, 2 xio 8 X10 7 

#BJ§$P3U1 £ 50% ©PEG1500 (Boehringer Mannheim M) $r t> T 

f$(a t) iwii&itt'fr**^*. hat mmKx^^zfv v 
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V MgG ifctt (Cappel») * =* - h V - h K ^ 

Jtfc, #CV^, £l^^?*IL-6^#&#*5£tf TA-* y 7 
7 r y S?tft ^^^IgG £ 5ELISA 8kK £ V V 

>-2r#fco i CO ^ * — :x£rMR16-l£ ^ttfrfco 

rt 3 4>fP?£14 : £rMH60.BSF2 ^pflg (Matsuda, T. et al. , J. Immunol 
. (1988) 18, 951-956) &m^tc 3 H V V cOJfcii T* M ^ . 
96^*7W^^- M-MH60.BSF2 jRHll&Srl 9 10 4 10/200 m 1 / ? a A' 
^i5i5lCiSLft„ r. h MlOpg/ml CO ? IL-6 £ MR 

16-l&#XttRS12#L#£12.3~1000ng/ml *P^T37°C, 5%C0 2 T*44 

^fc 3 H S?V©&3&*«r«!l£Ufc:. * © ^mMR16-l^^ teMH60 
. BSF2 JNHB&© 3 H ^-S^^&ii^SrWiflJLfc. 

tfc^ot, /n^^D K "VMR16-1 (FERM BP-5875) MZLiT 5 
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it jft c js m 

! m j v p - pr ^ df ^-6 (IL-6) T V* rfa^ h Sr^^J^^ U 

3. ttrtsiftit* &m&i&&Mm*Bimx*hz, m^m2izmm<o 

4. tfriEiL-6T >9 h asiL-egatfMiifcl-t-s&tt-c&s* 

4 ~ 7 ©V^-f tbd^ 1 3gtJl|B^© $>£.mi&BMo 

9 . ffllBt ML-6gt*(^t5^ / 9 * - ^/Hfttt /0SPM-1&# 

6 Kiflem© 4 s Affinal. 

10. fifiB^ * * IL-6^:^#^^-r § ^ J 9 n - ;V&W ^MR16-1 

t Mfl5ft#:*fc«:t hfi#t*>5> W#9C 4 ~10<Z> v^tb** 
1 ^{^ISa^^^ffi^^^Jo 
12. t5IBIL-6^^#i-^-r 5 t hift^^^t hgUfcPM-l£t#T? 
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13. A — v A * y-S (IL-6) T-**9 * — * V £r^$7/&# t U 
X & h X*J& 3 * fit Jfi «B' flfr *t -r 3 41 * «J ft U #J o 

14. friB«fAII* s l»«l ( t , -ft«^«>*. S**^ 1 3fc|B«©l«58*U 

is. mmMm*&m&m&.mm*BLmx&z>, m-Rmi^mmo 

16. ttflBIL-6T is* =t—X h jftSIL-65a E #K^"t"5tt#T?*>5, 

18. WIBIL-6S*#fc»-rSlfc#*st ML-6^t^i^t5^/ 

19. t&lBIL-6g*#: 5 lfc##^ * * IL-6^#fc#-r5^ 
/ ^ p --?-^#C#:-e& § , f»*35C16miB<ft<Oj«St*?i©J^Jo 

i6~i9<pv>Ttt^ i mKmm<DmMi^mMo 

21. ItflB t h IL-6g^#^M-r 5 * / ^ p — •r/lstfCfcfr?M-l$ifc 
T?fcS, W^^18^f5^0if58WfJ^Jo 

22. lulB-^ ? * IL-6^^#{-*fi~ — ■*-A'tft#:d*MR16-l 
#L#-t?fe3, ff^«19fC|B^©li5it«I$lJ^Jo 

#\ t hS-fbtfLtt^fcttt h 5, ft*^i6~22o na> 

1 «»!i|B*0*S5lt«i*J»Jo 

ff^3g23{c:|B«Oii5a«]^J^Jo 
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